Results

TNFR1 Triggers Apoptosis in the NF-B Unresponsive HT1080 I-kBmut Cells
and substantial loss in TNFR1-associated proteins was observed in both cell lines. A moderate reduction of TNFR1 binding to the ligand was also observed, probacell line (Figures 2A and 2B ), in which cleavage and bly due to endocytosis of the engaged receptor (Schutze activation of caspase-8 clearly occurred (see Figure 1B) . et al., 1999). As previously shown for RIP1 (Zhang et Likewise, RAIDD and caspase-2 were not found in the al., 2000), TRADD and TNFR1 also underwent extensive complex (data not shown). FADD and caspase-8 were, posttranslational modifications in complex I. These however, readily detectable in Fas ligand immunoprechanges were not observed in total cell lysates and were cipitates of both cell lines, using the same experimental detectable by independently raised antibodies (Figures protocol (Figure 2C and data not shown). Identical data 2A and 2B). Ubiquitination is one of the modifications were obtained with Jurkat and U937 cells, which had of RIP1 and TNFR1 (Legler et al., 2002), while the nature been rendered sensitive to TNF-induced cell death by of the extensive TRADD modifications remains to be use of cycloheximide (not shown), suggesting that the determined.
FADD/caspase-8 interaction with complex I is either Surprisingly, neither FADD nor caspase-8 was detectable in complex I, even in the death-sensitive I-kBmut very weak or does not occur at all. Cruz or Pharmingen). HT1080 cells, (5 ϫ 10 7 cells/ml) were stimulated for the indicated times with 2 g TNF␣ and lysed in 1 ml lysis buffer was a gift from Dr. Brockhaus (Hoffmann La Roche). Human recom-
